]. The bound proteins were then incubated in 20 mM tris-HCL (pH 7.5), 1 mM dithiothreitol (DTT), 100 mM NaCI, 12 mM MgCI2, 0.5 mCi of []y32P]ATP (6000 Ci/mmol), and 250 units of cAMP-dependent protein kinase catalytic subunit from bovine heart tissue for 1 hour at room temperature. The beads were then washed extensively and eluted with 10 mM glutathione. The specific activity of all preparations was typically >1 x 107 cpm/pg. SDS-PAGE analysis showed a single band at the predicted sizes for the GST-SHC fusion proteins with either Coomassie staining or autoradiography. Immunoprecipitates or portions of cell lysates containing equal amounts of total protein were separated by SDS-PAGE and transferred to nitrocellulose. The filters were blocked for 2 hours at 4°C in nonfat dry milk (5%) in hybridization buffer [20 mM Hepes (pH 7.7), 75 mM KCI, 0.1 mM EDTA, 2.5 mM MgCI2, 1 mM DTT, and 0.05% Triton X-100]. The filters were then incubated overnight at 40C in hybridization buffer containing milk (1 %) and 2.5 x 105 cpm/ml of 32P-GST-SHC fusion protein as a probe. The filters were then washed three times in hybridization buffer with milk (1 %), dried, and exposed to x-ray film with an intensifying screen for 6 to 36 hours at -700C.
[]y32P]ATP (6000 Ci/mmol), and 250 units of cAMP-dependent protein kinase catalytic subunit from bovine heart tissue for 1 hour at room temperature. The beads were then washed extensively and eluted with 10 mM glutathione. The specific activity of all preparations was typically >1 x 107 cpm/pg. SDS-PAGE analysis showed a single band at the predicted sizes for the GST-SHC fusion proteins with either Coomassie staining or autoradiography. Immunoprecipitates or portions of cell lysates containing equal amounts of total protein were separated by SDS-PAGE and transferred to nitrocellulose. The filters were blocked for 2 hours at 4°C in nonfat dry milk (5%) in hybridization buffer [20 mM Hepes (pH 7.7) , 75 mM KCI, 0.1 mM EDTA, 2.5 mM MgCI2, 1 mM DTT, and 0.05% Triton X-100]. The filters were then incubated overnight at 40C in hybridization buffer containing milk (1 %) and 2.5 x 105 cpm/ml of 32P-GST-SHC fusion protein as a probe. The filters were then washed three times in hybridization buffer with milk (1 %), dried, and exposed to x-ray film with an intensifying screen for 6 to 36 hours at -700C.
14. Lysate was prepared in hybridization buffer from 2.5 x 107 BAL17 B cells stimulated by cross-linking the B cell antigen receptor as described [T. M. Saxton et al., J. Immunol. 153, 623 (1994) ]. The lysate was incubated with approximately 250 ng of GST-SHCASH2 protein containing the 1HA epitope tag for 1 hour at 40C. The mixture was then subjected to immunoaffinity chromatography with the use of a monoclonal antibody to 1HA covalently linked to agarose beads. The column was washed with 50 column volumes of hybridization buffer and eluted with 2% SDS. Proteins in equal fractions of the starting mixture, column flowthrough, and SDS eluate were separated by SDS-PAGE, transferred to nitrocellulose, and blotted with 32P-labeled PTB domain protein probe. In B cells, ppl 45 was seen as a doublet. 15. Anti-SHC immunoprecipitates from PDGF-stimulated fibroblasts immobilized on nitrocellulose filters were incubated in 25 mM imidazole (pH 7.0), 50 mM NaCI, 2.5 mM EDTA, 5 mM DTT, acetylated bovine serum albumin (100 gg/mI), and 5 units each of LAR and T cell tyrosine-specific phosphatases for 60 min at 300C. An equivalent sample was treated identically except that 5 mM sodium orthovanadate was included. The filters were then washed extensively and blotted with 32P-GST-SHC as above, except that the hybridization buffer included 1 mM sodium orthovanadate. 16 The initial round of amplification-hybridization from KS and excess normal-tissue DNA resulted in a diffuse banding pattern (Fig. 1, lane 2) , but four bands at approximately 380, 450, 540, and 680 base pairs (bp) were identifiable after the second amplification-hybridization (Fig. 1, lane  3) . These bands became discrete after a third round of amplification-hybridization (Fig. 1, lane 4) . Control RDA, performed by hybridizing DNA extracted from AIDS-KS tissue against itself, produced a single band at -540 bp (Fig. 1, lane 5 is a 330-bp sequence with a 51% G:C content ( Fig. 2A) , and KS631Bam is a 631-bp sequence with a 63% G:C content (Fig. 2B ). frames (55% and 56% matching nucleotide identity, respectively) of herpesvirus saimiri and EBV (11, 12) . Significantly lower homologies exist to corresponding proteins of bovine herpesvirus type 4, HHV6, CMV, and human herpesvirus 7 (HHV7).
The polypeptide encoded by the KSassociated DNA open reading frame shows extensive amino acid homology to the proteins encoded by herpesvirus saimiri ORF26 and EBV BDLF1 (Fig. 3) . Although it is homologous to these herpesvirus regions, the polypeptide does not match any other known sequence and thus provides evidence for a viral genome related to but distinct from known members of the herpesvirus family. In addition, the 5' end of the 1853-bp sequence (bp 1 to 607) is 66% and 67% identical to corresponding regions of the major capsid protein (MCP) genes of herpesvirus saimiri (ORF25) and EBV (BcLF1), respectively. In both EBV and herpesvirus saimiri genomes, the MCP gene is found immediately adjacent to the BDLF1-ORF26 gene (11, 12) . This region also has lower degrees of similarity to MCP genes of other human herpesviruses, including HSV1, VZV, HHV6, CMV, and HHV7 (14) .
To determine the specificity of KS330Bam and KS631 Bam for AIDS-KS, these sequences were random-primed, 32p_ labeled, and hybridized to Southern blots of DNA extracted from cryopreserved tissues obtained from patients with and without AIDS (15) . Twenty of 27 (74%) AIDS-KS DNA specimens hybridized with variable intensity to both KS330Bam and KS631Bam, and one additional KS specimen hybridized only to KS63 1 Bam by Southern blotting (Fig. 4 and Table 1 ). In contrast to AIDS-KS lesions, only 6 The sequence copy number in the AIDS-KS tissues was estimated by simultaneous and a hybridization with KS330Bam 440-bp probe for the single-copy constant region of the T cell receptor P gene (16) .
Samples in lanes 5 and 6 of Fig. 4 showed similar intensities for the two probes, indicating an average copy number of approximately two KS330Bam sequences per cell, whereas remaining KS tissues had weaker hybridization signals for the KS330Bam probe.
These results were confirmed and extended by PCR amplification with primers designed from KS330Bam ( Fig. 2A) (Fig. 5A) , demonstrating that KS330Bam is present in some KS lesions at levels below the threshold for detection by Southern blot hybridization. The two AIDS-KS specimens that were negative for KS330233 ap- (Fig. 5A, lane 3) , and the other (Fig. 5A, lane 15) was negative in the control PCR amplification for the p53 gene (18) , indicating either DNA degradation or the presence of PCR inhibitors in the sample. All KS330233 PCR products hybridized to a 32P end-labeled 25-bp internal oligomer, confirming the specificity of the PCR (Fig. 5B) .
Except for the six non-KS control samples from AIDS patients that were positive by Southern blot hybridization, none of the other 136 non-KS control specimens were positive by PCR for KS330233. Overall, DNA samples from 25 (93%) of 27 AIDS-KS tissues were positive by PCR, as compared to 6 (15%) of 39 non-KS lymph nodes and lymphomas from AIDS patients (X2 = 38.2, P < 10-6), 0 of 36 lymph nodes and lymphomas from non-AIDS patients (X2 = 55.2, P < 10-7), and 0 of 49 consecutive biopsy specimens (X2 = 67.7, P < 10-7). All control specimens were amplifiable for p53, indicating that inad- Fig. 4 (23) .
